Abstract. We have purified and partially sequenced the EF-la protein from Xenopus laevis oocytes (EF-laO).
Biol. 112 :237-243) do not encode 42Sp50, as claimed by these authors, but two very similar forms of EF-laO (EF-Ia0 and EF-la0l) . 42Sp50 is the major protein component of a 42S nucleoprotein particle that is very S EVERAL genes encode elongation factor la (EF-la) in Xenopus laevis (Djé et al., 1990) . The known members ofthis gene family are EF-lciS, EF-1aO, and 42Sp50.' EF-1ceS is the somatic form of EF-1a. This form is expressed in embryos beginning at the mid-blastula transition, and in adult cells (Krieg et al., 1989; Djé et al., 1990) . EF-laO and 42Sp50 are oocyte-specific forms of EF-la. These proteins differ by several properties. First, the tRNA transfer activity ofEF-laO is at least one order ofmagnitude higher than that of 42Sp50 (Mattaj et al., 1987; Viel et al., 1991) . Second, EF-laO is not a component of the 42S nucleoprotein particles, as is 42Sp50 (Picard et al ., 1980 ; Viel et al., 1990) . Third, EF-1cY0 is present in oocytes of all stages, whereas 42Sp50 is present only in previtellogenic oocytes . Fourth, EF-laO is concentrated in the mitochondrial mass of previtellogenic oocytes , whereas 42Sp50 is distributed uniformly in the cell cytoplasm (Mattaj et al., 1983 ; Viel et al ., 1990) .
In a recent paper Coppard et al. (1991) reported the isolation of two closely related cDNA clones (42Sp48-1 and 42Sp48-2), which they claim encode 42Sp50. In fact, these clones do not encode 42Sp50 but two very similar forms of EF-1a0, described by us as EF-lc«O and EF-1a01 (Djé et al., 1990 ; these sequence data are available from EMBL/Gen Bank DDBJ under accession numbers X52976 and X52977) . Another cDNA clone, also isolated by us encodes 42Sp50 abundant in previtellogenic oocytes ofX. laevis . 42Sp50 differs from EF-laO not only by its amino acid sequence, but also by several properties already reported . In particular, 42Sp50 has a low EF-la activity. It is distributed uniformly in the cytoplasm of previtellogenic oocytes, in contrast to EF-la0 which is concentrated in a small region of the cytoplasm, known as the mitochondrial mass or Balbiani body. (Djé et al., 1990 ; these sequence data are available from EMBL/GenBank/DDBJ under accession number X52975).
To avoid confusion, we present below evidence establishing the correct identity ofthe clones belonging to the EF-lc« family. We have purified and partially sequenced EF-Icl from X. laevis ovaries. The amino acid sequence of this protein corresponds to that of EF-laO cDNA (Djé et al., 1990) . It differs markedly from that encoded by 42Sp50 cDNA (Djé et al., 1990) and from that of 42Sp50 protein (Viel et al., 1987) .
Materials and Methods
EF-la was purified from ovaries of mature females by the procedure of Miyazaki et al . (1988) . Full details of the purification procedure will be given elsewhere . 428 particles and 42Sp50 were purified from immature ovaries as described previously . The purity of the particle and protein preparations was checked by polyacrylamide gel electrophoresis (Laemmli, 1970) and inununoblotting using antibodies raised against Artemia salina EF-la or X. laevis 428 particle proteins .
Purified EF-la (120 gg/ml) was dialyzed overnight at room temperature against 500 ml of V8 buffer (125 mM Tris-HCI, pH 6 .8, 1 mM EDTA, 0.1% SDS), concentrated in Centricon 10 (Amicon Corp., Danvers, MA), and digested for 1 h at 37°C with staphylococcal V8 protease (Miles Laboratories Inc ., Naperville, IL) at a protein/enzyme ratio of 10:1 (wt/wt) . Under these conditions, protease V8 cuts the peptide bonds between glutamate and various amino acids, except praline (Deschamps et al ., 1991) . Proteolysis was stopped by boiling the digest in 10 % 2-mercaptoethanol, 2 % SDS. The resulting peptides were separated by SDS-gel electrophoresis, transferred to a polyvinylidene difluoride membrane (Matsudaira, 1987) , and stained with Coomassie blue . A strip containing the peptide band was cut from the membrane and submitted to Edman degradation in a gas-phase sequenator Figure 1 . Electrophoretic analysis of~EF-la purified from mature ovaries. Lane 1 contains 0.5 lAg of purified EF-la. Lane 2 contains 3.3 jig of 42S particle proteins (42Sp50 and 42Sp43) . Lane 3 contains 1.4 hg of purified 42Sp50. Lane 4 contains protein markers of known sizes. EF-Ice (lane 1) is slightly contaminated with 42Sp50 contributed by previtellogenic oocytes present in the ovaries.
(model 170-A; AppliedBiosystems Inc., Foster City, CA) coupled to a PTH analyzer.
Results and Discussion EF-la purified from ovaries has a slightly lower electrophoretic mobility than 42Sp50 (Fig . 1) . This confirms previous observations (Mattaj et al ., 1987; Viel et al ., 1991) . The major band seen in Fig. 1 strongly reacts with an EF-la antiserum, whereas the minor band reacts with a42Sp50 antiserum (data not shown) . The latter band corresponds to 42Sp50 contributed by previtellogenic oocytes present in mature ovaries. When EF-la is purified from defolliculated vitellogenic oocytes no contamination with 42Sp50 can be detected (data not shown) .
Several peptides were generated from oocyte EF-la by digestion with protease V8, purified by gel electrophoresis, and sequenced by Edman degradation . Four short stretches of sequence were elucidated, including a total of 23 residues (Fig . 2, line 1) . They perfectly match the amino acid sequence encoded by EF-laO CDNA (Djé et al ., 1990) Figure 2 . Alignment of partial sequences of four peptides (overlined) derived from EF-la0 with sequences encoded by EF-la0 CDNA (Djé et al ., 1990) , EF-loiS CDNA (Krieg et al ., 1989 ; Pöt-ting et al ., 1990) , and 42Sp50 CDNA (Djé et al ., 1990) . The sequences of five partially overlapping peptides (underlined) derived from 42Sp50 (Viel et al ., 1987) are also included in the comparison . The sequence of EF-la0 CDNA is identical to that of 42Sp48-1 CDNA (Coppard et al ., 1991) . Stars indicate positions at which the EF-1 a0 sequences (lines 1 and 2) differ from the42Sp50 sequences (lines 4 and5) . Filled circles indicate positions at which the EF-la0 sequences (lines 1 and 2) differ from the EF-laS sequence (line 3) . Open circles indicate positions at which the EF-la0 CDNA sequence (line 2) differs from the 42Sp50 protein sequence (line 5) . + indicates the only difference between the CDNA and protein sequences of 42Sp50 (lines 4 and 5) . X stands for unidentified residues .
42Sp48-1 CDNA (Coppard et al ., 1991) , but differ from the sequences encoded by EF-lceS CDNA and 42Sp50 CDNA in 3 and 8 positions, respectively (Fig . 2) . The excellent agreement between the 42Sp50 CDNA and protein sequences (Fig .  2 ) justifies our previous identification of this CDNA clone (Djé et al ., 1990) . There can be no doubt that Coppard et al . (1991) misidentified the cDNAs they studied.
